>20 kHz) has become a widely used technique with many advantages in several dairy applications (Chandrapala, Oliyer, Kentish, & Ashokkumar, 2012; Chandrapala, Zisu, Kentish, & Ashokkumar, 2012) , including improving the solubility and foaming properties of whey proteins (Arzeni et al., 2012; Jambrak, Lelas, Mason, Kresic, & Badanjak, 2009; Shen, Fang, Gao, & Guo, 2017) and altering the physical properties of gels made from milk (Zisu, Bhaskaracharya, Kentish, & Ashokkumar, 2010) . HIU can cause some degree of protein unfolding and aggregation (Ashokkumar et al., 2009) . Partial unfolding of the protein molecule and the exposure of hydrophobic groups induced by ultrasound increased the hydrophobic interactions and enhanced its foam-forming ability. β-Lactoglobulin with ultrasound treatment could significantly improve its functional properties, modify secondary structure, and lead to increase in surface hydrophobicity (Stanic-Vucinic et al., 2012) . Ultrasound treatment resulted in minimal disruption to the structure of β-lactoglobulin but greater change to α-lactalbumin (Chandrapala, Oliver, Kentish, & Ashokkumar, 2013) . In our previous work, we observed that ultrasound treatment can significantly improve the structure and antioxidant activity of β-lactoglobulin (Shuang, Cuina, & Mingruo, 2018) . Therefore, further studies for the effect of ultrasound treatment on β-lactoglobulin would be of great significance.
The objectives of this study were to investigate the effects of high-intensity ultrasound treatment on physicochemical properties and structure of β-lactoglobulin using response surface methodology. Changes in physicochemical properties of β-lactoglobulin were analyzed including surface hydrophobicity, free sulphydryl group content, particle size, zeta potential, and solubility. Changes in structure of β-lactoglobulin were analyzed by various spectroscopic techniques, including high-performance liquid chromatography (HPLC), Fourier transform infrared (FT-IR), intrinsic fluorescence, and UV spectroscopy. By doing this way, we attempted to find out a better way of improving β-lactoglobulin's properties using ultrasound treatment.
| MATERIAL SANDME THODS

| Materials
Raw bovine milk (nonfat solids ≥8.10%, protein 2.90%) was purchased from ChunGuang Dairy Co. LTD (Changchun, China). β-Lactoglobulin (≥90%, lyophilized powder), 5,5′-dithiobis-(2-nitrobenzoic acid) (DTNB, ≥98%, BioReagent, suitable for determination of sulfhydryl groups), and 8-anilino-1-naphthalenesulfonic acid (ANS, ≥97.0%, for fluorescence) were from Sigma-Aldrich (St. Louis, MO, USA).
Acetonitrile was purchased from Fisher Corporation (HPLC grade, USA); trifluoroacetic acid was from Aladdin Corporation (HPLC grade, TFA, China). SDS-PAGE loading buffer was from TaKaRa Biotechnology Co., Ltd. (Japan). BCA protein assay kit was from Beyotime Biotechnology (China). All other reagents were of analytical grade and supplied from Beijing Chemical Works (Beijing, China).
A Milli-Q deionization-reverse osmosis system (Millipore Corp., Bedford, MA, USA) was used to provide deionized water by filtering with a 0.22-μm filter.
| Preparationofβ-lactoglobulin
β-Lactoglobulin was separated from raw bovine milk according to the method of Aschaffenburg et al. with some modifications (Aschaffenburg & Drewry, 1957; Neyestani, Djalali, & Pezeshki, 2003) . During the isolation process, the obtained filtrate was centrifuged (3,000 × g at 4°C for 30 min) and the separated β-Lactoglobulin was obtained by filtration through Whatman No. 4 filter paper. After dialysis, β-lactoglobulin was obtained by freeze-drying at 0.034 atm for 48 hr. Purity of β-lactoglobulin was analyzed by HPLC.
| Preparationofβ-lactoglobulinsolution
β-Lactoglobulin solutions were prepared by dispersing proper amount of β-lactoglobulin powder in deionized water to 1% (ω/v) and then stirred (2,000 rpm) for 1 hr at room temperature. Then, its pH was adjusted to 7.0 with NaOH solution (2 M) and stored at 4°C overnight. All solutions were filtered through a syringe filter (0.45 μm) and equilibrated at room temperature before ultrasound treatment.
| Ultrasoundtreatment
An Ultrasonic Processor (VCX 800, Vibra Cell, Sonics, USA) with a 13-mm high-grade titanium alloy probe (amplitude, 114 μm) threaded to a 3-mm tapered microtip was used to sonicate 15 ml β-lactoglobulin solutions in centrifuge tubes. All samples (1%, ω/v) were treated with ultrasound (20 kHz) and at the intensity of 60 W/ cm 2 for 10, 20, and 30 min (10 s: 5 s work/rest cycles, varying amplitude (20%, 30%, and 40%), and different temperatures (40, 45, and 50°C) , and immersed in water bath to counteract the heat generated by ultrasound treatment. The probe was placed at the same distance from the base of liquid level for all ultrasound treatment.
| Experimentaldesign
On the basis of the single-factor experiments, three independent variables-temperature (40-50°C), time (0-30 min), and amplitude (20%-40%)-were applied in this study to determine the response pattern through a Box-Behnken Design (BBD). The three variables of X 1 , X 2 , and X 3 were the coded variables for temperature, time, and amplitude, respectively, while the response values were the surface hydrophobicity and free sulfhydryl group. The mathematics model for optimization of dependent variables was based on the following
where Y is the observed response value predicted by the model; β 0 , β j , β jj , and β ij are the regression coefficients for intercept, linearity,
square, and interaction effect, respectively, X i , X j are independent coded variables (Neter, Wasserman, & Kutner, 1990) .
The goodness of the model fit was evaluated by the coefficient R 2 . The whole experimental design, data analysis, and quadratic model building were accomplished using the Design-Expert Software (Trial Version 7.0.0, Stat-Ease Inc., Minneapolis, MN, USA).
| Determinationofsurfacehydrophobicity
Surface hydrophobicity of β-lactoglobulin was determined using 1-anilino-8-naphthalenesulfonate (ANS) (8.0 mmol/L in phosphate buffer 0.01 mol/L, pH 7.0) as the fluorescence probe according to the method developed by Kato and Nakai (1980) with modifications. Each sample was diluted to five concentrations from 0.005 to 0.025 mg/ml using the same buffer. Each dilution was poured into a quartz cuvette, and the fluorescence intensity was measured at 25°C using a spectrofluorometer (RF-5301PC, Shimadzu UV, Japan) at 390 nm (excitation wavelength, slit 5 nm) and 470 nm (emission wavelength, slit 5 nm), and the scanning speed was 10 nm/s. Surface hydrophobicity was calculated from the initial slope of the fluorescence intensity versus protein concentration plot of the serial dilutions as an index of surface hydrophobicity (H 0 ).
| Determinationoffreesulfhydrylgroup(-SH)
The surface free SH content of β-lactoglobulin was determined using Ellman's reagent DTNB with some modifications (Shimada & Cheftel, 1988 ). Ellman's reagent was prepared by dissolving 0.2 g DTNB in 50 ml Tris-glycine buffer (dissolved 10.4 g of Tris, 1.2 g of EDTA, and 6.9 g of glycine in deionized Milli-Q water to 1 L, pH 8.0). β-Lactoglobulin (1%, 0.5 ml) solution was diluted with 5 ml urea buffer (dissolved 10.4 g of Tris, 1.2 g of EDTA, 6.9 g of glycine, and 480 g of urea in deionized Milli-Q water to 1 L, pH 8.0) and 20 μl of Ellman's reagent (4 mg/ml DTNB in Tris-glycine buffer). The solution was then incubated for 15 min at room temperature and measured at 412 nm by a UV-Vis spectrophotometer (UV2550, Shimadzu, Tokyo, Japan). Free sulfhydryl group content was calculated by fol-
where D is dilute factor of samples; A 412 is the absorbance at 412 nm;
C is protein concentration of samples (mg/ml).
| Determinationofparticlesize
The particle size of β-lactoglobulin solution was measured by dynamic light scattering (DLS) using a Zetasizer Nano ZS 90 (Malvern Instruments, UK). A volume of 1 ml of β-lactoglobulin solution (1%, ω/v) was transferred into a measuring cell, and the temperature was set at 25°C. All measurements were conducted in triplicate, consisting of 11 individual runs for 10 s and equilibration for 120 s. The detection was conducted at a scattering angle of 173°. The particle size and polydispersity index (PDI) were calculated based on the Stokes-
Einstein equation as shown below:
where D is the diffusion constant; k B is Boltzmann's constant; T is the absolute temperature; η is the dynamic viscosity;
where PDI is the relative change; Polydispersity is the standard deviation; σ is the width; % Polydispersity (% Pd) is the variation coefficient, equals to PDI 0.5 × 100.
| Determinationofzetapotential
Zeta potentials of β-lactoglobulin solution were measured with a
Zetasizer Nano ZS 90. All measurements were performed in triplicate and presented as mean ± SD. The zeta potential was calculated by the electrophoretic mobility based on the Henry equation as
where U E is the electrophoretic mobility; ε is the permittivity; z is the zeta potential; f (ka) is Henry function, equals to 1.5 based on the Smoluchowski approximation; where k is the Debye length (nm −1 ), and α is the particle radius (nm); η is the dispersion viscosity (mPa s) (Pyell, Jalil, Pfeiffer, Pelaz, & Parak, 2015) .
| Determinationofsolubility
The solubility of β-lactoglobulin was measured at pH 7 according to the method with some modifications (Shen, Shao, & Guo, 2016) . All samples were lyophilized by freeze-drying at 0.034 mbar for 24 hr (Christ, Alpha 1-2 LDplus, Germany). The protein powder obtained was dispersed (1%, ω/v) in deionized Milli-Q water. The samples were stirred for 30 min and equilibrated at room temperature for 1 hr. The concentration of β-lactoglobulin was determined using BCAprotein assay kit.
| High-performanceliquidchromatography
High-performance liquid chromatography (HPLC) was performed on a reversed-phase analytical column C 8 (Sepax Bio-C 8 , Sepax Technologies) with a silica-based packing (5 μm, 300 Å, 4.6 × 250 mm, LC-20A, Shimadzu, Japan).
Chromatographic conditions: Gradient elution was carried out with a mixture of two solvents: Solvent A consisted of 0.1% trifluoroacetic acid (TFA) in acetonitrile; and solvent B was 0.1% trifluoroacetic acid (TFA) in deionized water. The elution was carried out using a linear gradient of solvent according to the method of Bonfatti, Grigoletto, Cecchinato, Gallo, and Carnier (2008) with
some modifications. Separations performed with the following program: linear gradient from 33% to 45% A in 35 min and return linearly to the starting condition in 1 min. Before sample injection, the column was re-equilibrated under the starting condition of 33% for 8 min. Therefore, the total analysis time per sample was about 44 min. The injection volume was 10 μl, and the flow rate was 0.5 ml/min. The cell temperature was kept at 40°C, and the detection was made at a wavelength of 214 nm while the detection wavelength was from 190 to 800 nm. In addition, the slit width was 1.2 nm, the lamp setting was D2&W, and the column pressure was less than 18 MPa.
| Sodiumdodecylsulfate-polyacrylamidegel electrophoresis
Sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) was performed using a Mini-Protean Tetra Electrophoresis System (Bio-Rad, USA). Fifteen microlitre of β-lactoglobulin solution (1%, ω/v) was mixed with 5 μl 4× loading buffer (TaKaRa) and placed in thermostatically controlled (100°C) water bath for 3 min.
Electrophoresis was run at 120 V for 80 min. After electrophoresis, the gels were stained for approximately 4 hr and destained for approximately 8 hr. The molecular weight standards ranged from 10 kDa to 180 kDa. The gels were analyzed using Image Scanner (Gel Doc XR+, Bio-Rad, USA).
| FourierTransformInfrared(FT-IR) spectroscopy
The β-lactoglobulin samples were analyzed using a Perkin-Elmer Spectrum 100 FT-IR Spectrometer (IR PRESTIGE-21, Shimadzu, Japan). The FT-IR spectra were recorded with 45 scans at 4 cm −1 resolution from 4,000 to 400 cm −1 . KBr was dried at 150°C for 4 hr, and the KBr spectrum was recorded as background. KBr sample pellets were prepared by mixing of 1 mg of β-lactoglobulin sample with 200 mg of KBr.
| Intrinsicfluorescencespectroscopy
All samples were diluted to the concentration of 0.01 mg/ml with phosphate buffer (10 mmol/L, pH 7.0). Each dilution was poured into a quartz cuvette, and the fluorescence intensity was measured at 25°C using a spectrofluorometer (RF-5301 PC, Shimadzu UV, Japan)
at 280 nm (excitation wavelength, slit 5 nm) and 470 nm (emission wavelength, slit 5 nm). The scanning speed was 10 nm/s.
| Ultraviolet(UV)spectroscopy
All samples were analyzed using a UV-Vis Spectrophotometer (UV-2550, Shimadzu, Japan). The measurement was conducted with β-lactoglobulin samples of 0.05% (ω/v) at 25°C. The UV spectrum scanning range was recorded from 200 to 600 nm, the sampling interval was 1.0 nm, the slit width was 2 nm, and the scan rate was set as high speed. Each scan was performed three times.
| Statisticalanalysis
All measurements were performed in triplicate. The significant differences of data among samples were calculated using SPSS version 11.5 (SPSS Inc. Chicago). Data were checked for homogeneity by Leveneǐs test. One-way analysis of variance (ANOVA) and then a least-squared differences (LSD) model were applied when the data were homogeneous. Dunnett's test was used when the data were heterogeneous. All the figures were plotted by origin 8.0 (OriginLab Corporation, Northampton, USA). All the data were presented as F I G U R E 1 Effect of three factors on the surface hydrophobicity and free sulfhydryl group of β-lactoglobulin mean ± standard deviation (SD). Differences were considered as significant when p < .05 at 95% level of confidence.
| RE SULTSANDD ISCUSS I ON
| Effectoftemperature,time,andamplitudeon thesurfacehydrophobicityandfreesulfhydrylgroup
The effect of temperature, time, and amplitude on the surface hydrophobicity and free sulfhydryl group of β-lactoglobulin was shown in Figure 1 . The surface hydrophobicity of β-lactoglobulin increased significantly when the temperature changed from 40 to 55°C. The maximum surface hydrophobicity was 4,484.1 at 50°C, but decreased remarkably when the temperature was above 50°C
( Figure 1a ). With the increase in temperature, the free sulfhydryl group of β-lactoglobulin first increased and then decreased. The maximum free sulfhydryl group content was 4.52 μmol/g at 45°C.
β-Lactoglobulin may be denatured when the temperature was above
50°C.
The surface hydrophobicity and free sulfhydryl group of β- 
| Modelfittingandresponsesurfaceanalysis
The experimental design and the response of surface hydrophobicity and free sulfhydryl group obtained for each experiment along with the predicted values are listed in Table 1 . The adjusted R 2 and predicted R 2 were calculated to check the adequacy of the model.
The significance of the model was calculated with analysis of F-ratio and p-value.
The mathematical model, representing the effect of three factors on the response values of surface hydrophobicity, can be described by the following quadratic equations (6) with analysis of variance shown in Table 2 .
Y 1 is the surface hydrophobicity, X 1 , X 2 , and X 3 are the coded vari- The X 1 , X 3 , X 1 X 3 were significant in model terms. The mathematical model, representing the effect of three factors on the response values of free sulfhydryl group, can be described by the following quadratic equations (7) with analysis of variance shown in Table 3 .
Y 2 is the free sulfhydryl group, X 1 , X 2 , and X 3 are the coded variables for temperature, time, and amplitude, respectively. increased the free sulfhydryl group of β-lactoglobulin, which might be due to the cavitation during ultrasound treatment.
The predicted results of surface hydrophobicity and free sulfhydryl group were close to the observed experimental responses according to the models (Figure 3 ). The residual plots for power transforms are shown in Figure 4 , and the experimental data were in the confidence interval with no abnormal data. So the optimized conditions of ultrasound parameter treated on β-lactoglobulin were to be 45°C, 20 min, and amplitude of 30%.
| Particlesizeandsizedistributionofβ-lactoglobulin
Based on the BBD design, the samples of experiment 10, 11, 12, and 13 were selected for further studies. The particle size and PDI TA B L E 2 Variance analysis of surface hydrophobicity of β-lactoglobulin are shown in Table 4 and Figure 5 . The PDI of β-lactoglobulin was 0.44 ± 0.23, 0.41 ± 0.26, 0.54 ± 0.10, 0.50 ± 0.24, 0.67 ± 0.32, 0.74 ± 0.03, respectively, which was within the range of 0.2 to 0.8. Figure 5 shows that the ultrasonicated samples showed a broader particle distribution compared with the untreated. Similar results were reported by Jambrak et al., 2009 and Hu et al. (2013) .
Our results demonstrated that the dispersion system measurement was suitable to determine the particle size and distribution by dynamic light scattering.
The particle sizes of standard and untreated β-lactoglobulin were 1.21 ± 0.05 and 1.26 ± 0.08 nm, respectively. The particle sizes of ultrasound-treated samples were from 1.49 ± 0.12 to 1.66 ± 0.03 nm. According to the results, particle size reduction became significant as the amplitude changed from 30% to 40% (p < .05).
While the particle size significantly increased from 1.49 ± 0.12 nm to 1.66 ± 0.03 nm with the increase in sonication time (p < .05), the particle size decreased to 1.61 ± 0.10 nm at 30 min. The changes in particle size and PDI after ultrasound treatment might be caused by formation of soluble aggregates by the forces of cavitation or small aggregates after ultrasound treatment (Gulseren, Guzey, Bruce, & Weiss, 2007) .
| Zetapotentialofβ-lactoglobulin
The zeta potential of β-lactoglobulin-untreated and ultrasoundtreated is shown in Table 4 . The absolute zeta potential of ultrasound-treated β-lactoglobulin increased significantly from 15.47 ± 1.60 to 27.63 ± 3.30 mV with the increase in amplitude from Despite these changes, the zeta potential of β-lactoglobulin remained negative, which was similar with previous studies reported by Dombrowski et al. (2016) . Generally, the zeta potential of the protein solution is negative when there are more negatively charged amino acids than positively charged amino acids. The results indicated that much more negatively charged amino acids than positively charged amino acids were contained in β-lactoglobulin, and the surface charge characteristics and molecular interactions of β-lactoglobulin were influenced by ultrasound treatment.
| Solubilityofβ-lactoglobulin
The solubility of β-lactoglobulin increased significantly from 84.66%
to 95.17% (p < .05) after ultrasound treatment ( Figure 6 ). There was a significant increase in the solubility of β-lactoglobulin with the increase in amplitude from 20% to 40% at 10 min or 20 min, while the solubility of β-lactoglobulin decreased at the amplitude of 40% and 30 min. This could be due to a pI shift of ultrasoundtreated β-lactoglobulin, with a reduction in the number of exposed positive charges and an increase in the net negative charge. Nacka, Chobert, Burova, Le'onil, and Haertle' (1998) reported that the native β-lactoglobulin was soluble in the pH range 3-8, with minimum solubility of 80% in the region of its isoelectric point (pI). Chevalier, Chobert, Dalgalarrondo, and Haertle' (2010) reported that native β-lactoglobulin (2 mg/ml) was soluble in the pH range 2-10. Ultrasound treatment could change the conformation and structure of β-lactoglobulin, associated with the surface hydrophobic and hydrophilic interactions. So the solubility of β-lactoglobulin increased with the hydrophilic amino acid residues reoriented toward water phase.
| Chromatographicprofilesofβ-lactoglobulin
An optimal absorption wavelength at 214 nm for β-lactoglobulin was determined by full spectrum scanning (Bonfatti, Giantin, Rostellato, 
| Molecularweightdistributionof β-lactoglobulin
The protein profiles for untreated (A-B) and ultrasound-treated (C-F) samples are shown in Figure 8 . The separated β-lactoglobulin (B-F) showed one band at about 18 kDa corresponding to monomeric form, similar to the standard β-lactoglobulin. As shown in the protein electrophoresis profiles, ultrasound treatment had no significant effect on the primary structure of β-lactoglobulin. It can be inferred that the aggregation of β-lactoglobulin may be partially 
| FourierTransformInfrared(FT-IR)ofβ-lactoglobulin
Specific secondary structures within the protein were associated with particular hydrogen-bonding patterns. The amide band (1,700-1,600 cm −1 ) was characteristic for the protein having predominant β-sheet structures and contained most of the information on the secondary structure of protein (Dong et al., 1996) . The adsorption at 1,653 cm −1 was assigned to α-helix structures, the adsorption around 1,636 cm −1 corresponded to β-sheet, and the adsorption around 1,645 cm −1 was regarded as the random coil structures (Sangho, Lefèvre, Subirade, & Paquin, 2009 ).
The FT-IR spectra of untreated and ultrasound-treated β-lactoglobulin solutions are shown in Figure 8 . It revealed that β-lactoglobulin had the significant absorbance in unsatu- indicating an increase in α-helix and β-sheet structures and a decrease in random coil structure of β-lactoglobulin after ultrasound treatment. The changes in structure of β-lactoglobulin might be due to the unfolding of the compact structure and the formation of denaturation and aggregation (Striolo, Favaro, Elvassore, Bertucco, & Noto, 2003) (Figure 9 ).
| Changesinfluorescencepropertyofβ-lactoglobulin
The fluorescence spectrum of untreated and ultrasound-treated β-lactoglobulin was observed, and the results are shown in Figure 10 .
Ultrasound-treated β-lactoglobulin contributed to an increase in relative fluorescence intensity. With the amplitude increasing, the relative intensity was increased. A minimum relative fluorescence intensity appeared when the β-lactoglobulin ultrasound treated at amplitude of 40%. It was probable that β-lactoglobulin was partially unfolded, and the Trp residues (19Trp and 61Trp) in hydrophobic environment were more or less exposed to the strong hydrophobic environment. When excited at 280 nm, the native β-lactoglobulin exhibited a maximum fluorescence emission (λ max ) at 334 nm.
Ultrasound-treated β-lactoglobulin induced a shift of λ max from 334
to 329 nm. It may be due to the Trp residues moving away from the aqueous phase as a result of the protein conformational changes in- 
| ChangesinUVspectroscopyofβ-lactoglobulin
The UV spectra of untreated and ultrasound-treated β-lactoglobulin are shown in Figure 11 . Because of the conjugated olefinic bond absorption of tryptophan, tyrosine, and phenylalanine, the maximum absorption peak of untreated β-lactoglobulin was at 288 nm. Ultrasound-treated β-lactoglobulin induced a little shift of λ max from 288 to 285 nm. As shown in Figure 11 , ultrasound-treated β-lactoglobulin contributed to a decrease in ultraviolet absorption. With the amplitude increasing, the ultraviolet absorption decreased. At amplitude of 40%, the ultraviolet absorbance reached a minimum. It may be due to the changes in the distribution of several amino acids. The result indicated ultrasound treatment changed the structure of β-lactoglobulin.
| CON CLUS ION
Ultrasound treatment had considerable impact on physicochemical properties and structure of β-lactoglobulin. The maximal surface hydrophobicity and free sulfhydryl of β-lactoglobulin were 5,812.08 and 5.97 μmol/g, respectively. The particle size, zeta potential, and solubility were significantly increased after ultrasound treatment. Ultrasound treatment can change the structure of β-lactoglobulin by altering α-helix and β-sheet structures. Intrinsic fluorescence intensity of β-lactoglobulin was increased, but UV absorption of β-lactoglobulin was decreased after ultrasound treatment. There were no significant changes in highperformance liquid chromatography and protein electrophoretic patterns. Ultrasound treatment can be used to improve physicochemical properties of β-lactoglobulin. These studies provide a theoretical basis for the application of surface properties of β-lactoglobulin.
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